[Abstract] Over the last decades numerous regulators of angiogenesis have been identified and characterized. Among the others the vascular endothelial growth factor (VEGFA) appears undoubtedly important in several pathophysiological processes. Moreover, VEGFA represents one of the most attractive targets of anticancer therapy, given its major role in the growth and development of different tumor types. Here we describe a method to detect the copy number variation (CNV) status of the VEGFA gene by fluorescence in situ hybridization (FISH). FISH analysis is a reliable method for investigating VEGFA amplification or increased gene copy number and may represent an alternative method to immunohistochemical analysis for investigating the deregulation of VEGFA expression levels.
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Materials and Reagents

Incubate over-night with shaking (200 rpm).
5. Isolate the BAC-DNA using the Large-Construct Kit according to the manufacturer's instructions.
6. Verify BAC identity by sequencing using 1 μg of isolated DNA and 20 pmol of SP6, T7 primers, respectively. 11. Add 3 μl of Cy3-dUTP.
12. Add 1 μl of Exo-Klenow fragment (BioPrime array CGH kit).
13. Mix gently and perform a quick spin down (5 sec) and incubate at 37 °C for 2 h.
14. Add 5 μl of Stop Buffer to each tube and place on ice (BioPrime array CGH kit). 16. Load the Micron filter into the 1.5 ml tubes provided with the kit, so that the filter is sifting on the ridges inside the tube.
Labeling mix
17. Pipette 450 μl of TE 1x into each filter.
18. Load the samples into the filters.
19. Centrifuge at 8,000 x g for 10 min at room temperature.
20. Check the filter (visual inspection by eyes) to make sure the Cy3-Dye labelled DNA has stuck to it.
21. Add 500 μl of TE to the filter and centrifuge at 8,000 x g for 10 min.
22. Discard the flow through and place in a new 1.5 ml filter tube upside-down to elute.
23. Centrifuge at 8,000 x g for 1 min.
24. Check the filter to make sure the entire sample is eluted from the filter (store samples short-term at 4 °C. Store long-term at -20 °C). 
Representative data
FISH results (representative pictures are shown in Figure 1 ) were interpreted according to:
(1) absolute Chr6 copy number and (2) the ratio VEGFA gene/Chr6 copy number. We centromere.
